[Abstract] Patients with Crohn's disease are abnormally colonized by adherent-invasive Escherichia coli (AIEC) bacteria (Chassaing and Darfeuille-Michaud, 2011) . These bacteria are able to adhere to and invade intestinal epithelial cells (IEC), to replicate within macrophages, and were recently described to be able to form biofilms (Martinez-Medina et al., 2009; Chassaing and Darfeuille-Michaud, 2013) . The reference strain of adherent-invasive E. coli is the strain LF82, associated with ileal Crohn's disease (Darfeuille-Michaud et al., 1998) .
Hoechst 33258 (Sigma-
4. After incubation, microplates were agitated for 5 min using a microplate shaker, and bacterial growths were then estimated by OD620nm reading using a microplate spectrophotometer.
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5. The liquid was remove by decantation, and the wells were washed once using 200 μl sterile PBS without agitation.
6. In order to dry them, plates were left open for at least 20 min at room temperature.
7. Adherent bacteria forming biofilm were stained with 130 μl of 1% crystal violet solubilized in ethanol for 5 min at room temperature without agitation.
8. Wells were then washed five times using 200 μl sterile PBS without agitation.
9. In order to dry them, plates were left open for at least 1 h at room temperature.
10. 130 μl of absolute ethanol was added, and plates were incubated 5 min at room temperature without agitation.
11. High-speed agitation was performed using a microplate shaker for 10 min (1000 rpm).
12. Biofilm formation was estimated by OD570nm reading using a microplate spectrophotometer.
13. Specific biofilm formation index could be determined by using the ration OD570nm/OD620nm 4. 1 ml of this bacterial suspension was applied on the surface of fixed I-407 cell monolayers, and incubated overnight at 30 °C without shaking.
5. The liquid was removed by decantation, and the wells were washed 3 times using 1 ml of sterile PBS without incubation.
6. I-407/biofilm complex was then fixed for 15 min using 4% formaldehyde.
7. Phalloidin-tetramethyl rhodamine isocyanate was used to visualize actin and Hoechst 33258 was used to visualize nuclei. For this purpose, Phalloidin-tetramethyl rhodamine isocyanate was diluted in sterile PBS at a final concentration of 1μg/ml and Hoechst 33258 was added at a final concentration of 1μg/ml. This solution was added to the wells and incubated for 20 min at room temperature. After incubation, the wells were washed 5 times using 1 ml of sterile PBS without incubation.
8. Coverslips containing the fixed and stained I-407/biofilm complex were then removed from the 24-well plate and mounted on slide using Vectashield. 
